Monoclonal antibodies that distinguish between free and complexed heterotrimeric G protein beta subunits.
Heterotrimeric G proteins were purified from bovine brain by immunoaffinity chromatography on immobilized anti G protein monoclonal antibody 3C2. Release of betagamma subunits was effectuated by exposure of immobilized trimeric G proteins to MgAlF4. The resultant betagamma subunits were pure and biologically active. Following immunization of mice with purified betagamma subunits we obtained monoclonal anti beta antibodies showing broad species cross-reactivity. Characterization of the epitope recognized by one such monoclonal antibody, ARC9, indicated involvement of the extreme COOH-terminus, as assessed by its reactivity on beta subunits lacking the COOH-terminal 15 residues, obtained by in vitro translation. Although we used native betagamma subunits as immunogen, all monoclonal antibodies obtained failed to recognize assembled betagamma subunits, and were specific for free beta subunits. This property is useful in characterizing the assembly of G proteins from their subunits in living cells.